Representative digestion analysis of a further 50 colonies containing the mCherry gene amplified from cDNA of cells injected with click-linked pmCherry. Lane 1 in both rows is ladder. Lanes 2-26 in both rows are digestion analysis as detailed above. In all examined cases, the BamHI watermark was present as evident from two bands at 300 bp and 500 bp.
Methods

Assembly of click-linked pmCherry
Synthesis of click-linked primers and SDM were conducted as previously detailed.
[1] The pmCherry plasmid was constructed for this study from pEGFP-N1 (GenBank #U55762).
Cell culture and microinjection
MCF-7 cells were maintained in DMEM (Invitrogen) supplemented with 10% fetal bovine serum (Autogen Bioclear), 100 U/ml penicillin, 100 µg/ml streptomycin and 2 mM Lglutamine (Invitrogen). XP2OS cells were maintained in MEM with non-essential amino acids (PAA) and supplemented as above. Microinjection was performed as previously described. [2] DNA was injected at 20 ng/µl in phosphate buffered saline. 70 kDa FITCdextran (Sigma) was co-injected at 1 µg/µl. Cells were imaged 20 h post-injection using an
Olympus IX81 microscope with heated stage using Olympus xcellence software. Statistical analysis was performed using Fisher's exact analysis of contingency tables (GraphPad Prism).
Reverse transcription of mRNA from cells
RNA extraction from injected cells was performed 24 h post-injection using RNeasy mini kit (Qiagen). On-column DNase digestion was carried out to digest any remaining injected plasmid DNA as per manufactures protocol. Reverse transcription of isolated mRNA was performed using M-MLV reverse transcriptase (Promega) as per manufactures protocol. The absence of pmCherry plasmid in the reverse transcribed mixture was confirmed by the absence of PCR product corresponding to an 800 bp region on the plasmid backbone, which was present in control PCR with pmCherry template.
